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Measuring area and intensity of fluorescent objects with Fiji   31 January 2017 
Example 1 
1. Open the images called Treated SiHa DAPI.tif and Treated SiHa gH2AX-1.tif. 
2. The image of the nuclei will be used to create a mask for the green image. 
3. Calibrate the images using the 20x image of the micrometer slide. 

 
4. Create grayscale versions of both images (Image – Color –Split channels). Discard the other channels. 

 

 
 
5. Select the DAPI Blue image and go to Process – Enhance Contrast; 
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6. Try out the settings until the nuclei look well defined but not oversaturated or too joined together. 

 
7. Go to Image – Adjust Threshold and choose a method that selects the nuclei well; 

 
 
8. Click Apply to make the nuclei image binary. 

 

 
9. We need to remove some small objects that aren’t attached to the nuclei. Go to Process – Binary Options 

and try out the different operators and options. Make sure that Black background is selected. You need 
one that smooths the outlines a bit and removes small particles but doesn’t take away or add too much. 
Click OK when you are satisfied with the results. 
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10. Several of the nuclei are joined together so we need to use the Watershed operation to separate them. 
11. Go to Process – Binary – Watershed to separate the joined nuclei; 
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12. Go to Analyze – Set Measurements to select the parameters you want to measure. Make sure that you 

select all of the gray value parameters as well as Limit to Threshold and Display Label. Select the Green 
image in the Redirect to: drop-down box and click OK. 
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13. Make sure that you have a threshold set for the images (Image – Adjust – Threshold); 

 

 
14. Go to Analyze – Analyze Particles and select the options you need. You can set a minimum size so that 

you don’t include small objects/debris. You should also Exclude on edges in this case. 
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15. If you want to save the Overlays as Regions of Interest – load them into the ROI Manager; (Image – 
Overlay – To ROI Manager). Then go to More – Save to save the ROI set. 

 
 
16. If you show the overlay/ROIs on the images (Show All) and then save them as TIFF, then the overlay will 

be saved with the images but not drawn into it. The Results and Summary files can be saved and opened 
in Excel or any other software that supports tab-delimited or comma-separated text for further analysis. 
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Example 2 
1. Open the data set called Granzyme B.lsm and split it into the 3 components (green, red and gray). 
2. Measure the diameter of the cells on the “green” image by using the Line tool (the value is displayed in the 

Status bar). This image will be used for the initial segmentation. 
 

 
3. Go to Image-Adjust – Auto Local Threshold – enter a value for the Radius based on your measurement 

of the cell diameter, e.g. 5 and select Try all for the Method to see which one will work best. 
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4. Choose the first method = Bernsen as it seems the best and run that particular threshold. 

 
 
5. Convert the image to binary by going to Process – Make Binary; 
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6. Now go to Process – Binary – Binary Options and try out the options from the drop-down box varying the 
number of Iterations and Count values. The aim is to close and fill the circles. 

 
 
7. The values below work well; 
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8. Use the following options to create the ROIs for the measurements; 

 
 
9. Then go to Analyze – Analyze Particles. Limiting the analysis to objects that are close to being circular 

helps to avoid measuring abnormal cells (0.8-1.0). 
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10. Select the “red” image. Select Show All in the ROI Manager to display the outlines. Then go to Analyze – 

Set Measurements and select all of the grayscale value parameters (intensity). 
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11. Click Measure in the ROI Manager. 
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